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T7 gene 4A' primase/helicase 
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T7 RNA polymerase genes 

pAR3283# (w/nuc loc) pXl 9# (A465Tmutation) 




0JGJ68 
— ► 



OJGJ69 



PCR 

Subclone into pBS SK+ EcoRV 



PCR 

Subclone into pBS SK+ EcoRV 



pJGJ291# 



Nc Alw 



Hi Sp 




pJGJ298# 

Nc Alw 



Mf 



Alw 



Bg sjj Hi Sp 




Alw 



! %i Fragment from 
H pAR3283 



if Alw 




Fragment from 
pX19 



Fragment from 
Replace A IwNl-Mfel pAR3283 



Replace AlwNl-Mfel 



Alw 





Alw 



Mf 



pJGJ316# 
orpJGJ317# 




p JGJ3 1 2# 
or pJGJ313# 



pJGJ314# 
or pJGJ315# 



Alw 
I 



Mf 




pJGJ310# 
or pJGJ311# 



Alw;^/wNI Bg; BgRl 
Hi; Hindlll Nc; Ncol 
Mf; Mfel Sp; Spel 



Figure 5 



T7 RNA polymerase 
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Figure 6 

Generalized Subcloning into pCAMBIA vectors 
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Figure"! Rolling circle replication of artificial episomes 







Artificial episome with T7 promoter" 
and lox site. 



Leading strand DNA synthesis by T7 DNA pel, 
resulting in rolling circle type replication 



Lagging strand DNA synthesis by T7 Helicase/primase 
with T7 DNA polymerase. Resulting in linear 
concatemers of artificial episome. 
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X * X X CRE recombinase deconcate nates 

artificial episomes into separate 



.1 circular molecules that each can 

intiate another round of rolling 
circle replication. 



